Important discrepancies in isoelectric points (pI) of 83-lactamases were observed depending on the experimental procedure used for their determination: isoelectric focusing (IEF) in sucrose density gradients or analytical IEF in thin-layer polyacrylamide gels (PA). The 
Isoelectric focusing (IEF) in polyacrylamide (PA) thin-layer gels is a powerful technique for protein analysis (1, 10) . In the case of f8-lactamases, specific enzyme localization can be detected by the zymogram techniques (2, 8) . Recently, Sykes and Matthew (11) proposed a, 8- lactamase classification using the isoelectric point (pI) as the main parameter to differentiate and identify the enzymes.
The importance of the pl values led us to compare those obtained by two different techniques: PA-IEF and density gradient-IEF (6) . The bacterial strains used in this work have been used in previous studies and are described in Table 1. This table also (8) . This aspect was investigated by depositing enzyme drops diagonally on the gel at intervals of 1 cm. To obtain an undisputed comparison of the different migrations, the enzymatic preparation deposited on the gel was made up of four enzymes: TEM-1, RL 113 Pous, type 2, and NCTC 8203. These enzymes were chosen because of their pI's. Nevertheless, under these conditions, the ,Blactamase of P. aeruginosa NCTC 8203 had not reached its pl. Similar results were also obtained for two other strains (NCTC 235 and 10701) not shown in the figures. After 18 h of focusing (including 14 h at 1,000 V), the pH gradient became irregular and drifted toward the basic side, and the gel began to deteriorate drastically. Different experimental conditions (composition of the gel or the length of the focusing time) had no effect on this phenomenon. The use of commercial gels (such as LKB) gave the same results.
On the other hand, density gradient-IEF of all of these enzymes, which are initially introduced into the whole density gradient, resulted in their focusing as thin spikes. Figure 3 shows the result obtained with 83-lactamase from P. aeruginosa NCTC 8203. A sharp focusing can be obtained only after 70 h. Such a long time cannot be used for the PA gel, which deteriorates too rapidly.
It is apparent that the differences in the pl (-) 
